Specialization makes resource use more efficient and should therefore be a common process in animal evolution. However, this process is not as universal in nature as one might expect. Our study shows that Sphecodes (Halictidae) cuckoo bees frequently change their host over the course of their evolution. To test the evolutionary scenario of host specialization in cuckoo bees, we constructed well-supported phylogenetic trees based on partial sequences of five genes for subtribe Sphecodina (Halictini). We detected up to 17 host switches during Sphecodes evolution based on 37 ingroup species subject to mapping analysis of the hosts associated with the cuckoo bee species. We also examine the direction of evolution of host specialization in Sphecodes using the likelihood ratio test and obtain results to support the bidirectional evolutionary scenario in which specialists can arise from generalists, and vice versa. We explain the existence of generalist species in Sphecodes based on their specialization at the individual level, which is recently known in two species. Our findings suggest flexible host choice and frequent host switches in the evolution of Sphecodes cuckoo bees. This scenario leads us to propose an individual choice constancy hypothesis based on the individual specialization strategy in cuckoo bees. Choice constancy has a close relationship to flower constancy in bees and might be an extension of the latter. Our analysis also shows relationships among the genera Microsphecodes, Eupetersia, Sphecodes and Austrosphecodes, a formerly proposed Sphecodes subgenus. Austrosphecodes species form a basal lineage of the subtribe, and Microsphecodes makes it paraphyletic.
Introduction
If there were a species that could utilize all available resources equally well, it would certainly be the most successful species on Earth. In fact, there is no such species because adaptation to an extremely wide spectrum of different resources is impossible. According to Van Valen's Red Queen hypothesis [1] , resource specialization seems to be a necessary condition to keep pace in an evolutionary race between interacting species (an ''arms race'' [2] ). Apparently, there are two opposing pressures: it would be beneficial to utilize a broad resource spectrum, but specialization is necessary for effective resource utilization. Therefore, we can find resource specialists as well as resource generalists, and each strategy has some advantages and disadvantages.
Specialists could be favored over generalists because they do not face the problems of antagonistic adaptations to different resources; thus, specialists can respond to counter-adaptations more effectively [3] . They can also process information more easily during the search for suitable resources [4] and occupy a less competitive environment [5] . Finally, a new advantageous allele that allows more efficient resource utilization can spread faster in specialized species [6, 7] .
Generalists, by contrast, could benefit from greater resource availability and therefore require less investment in resource acquisition [5, 8] . It is unclear whether the generalist strategy is simply a temporary condition in evolutionary terms that will inevitably lead to specialization as the possible stable strategy.
Alternatively, perhaps specialists are prone to extinction because their narrow adaptation inhibits the utilization of other resources [3] . According to this hypothesis, specialization is an evolutionary dead end [9] . Cospeciation, or ''missing the boat'' (i.e., species utilize only one of two new resources established through speciation) [10] are the routes through which specialists can switch to new resources. Switching to a new unrelated resource is impossible under these assumptions.
However, the dead-end hypothesis is not consistent with the results of many empirical studies, as summarized in Hoberg's and Brooks' review [11] of parasites. Host switches with no or weak cospeciation with hosts are also commonly documented in herbivorous insects [12, 13, 14, 15, 16, 17, 18] ; thus, generalists can evolve from specialist species [14, 15] . A decreasing trend of host specificity has also been documented in parasites, such as fleas [19] or Monogenea [20] .
The ecological fitting hypothesis explains the results of most empirical studies. According to this hypothesis, a common evolutionary history is not necessary for the mutual adaptation of two species. The reason why two species are adapted to each other results from the coincidence of their compatibility regarding important characters [21] . The switch to a new resource is conditioned by potential fitness, which the species would have in a new situation [22] . Another explanation reflects the fact that some resources do not require special adaptations for their utilization. Such conditions allow easy switches to new resources [23] , especially switches between ecologically similar resources [11] .
Resource specialization appears to be a very complex process, which is potentially shaped by many factors. An example is provided by pollen specialization, until now, the only well studied case of resource specialization in bees. There are both pollen generalists and pollen specialists [24] . Theoretically, the generalist strategy would be the more advantageous because it would allow all types of pollen resources to be utilized. Nevertheless, this strategy is not possible because the choice of host flower is physiologically or neurologically constrained. The pollen of certain plants may be toxic to some bee species, resulting in a physiological constraint [25, 26] . Even the larvae of generalist species are unable to develop on the pollen collected by another generalist species [27] . A neurological constraint arises because bees have limited memory and learning capacities with respect to shape and color [28, 4] . Therefore, the host flowers within bee species are usually similar [29] . A pollen specialist would, in theory, be better adapted to these conditions; however, pollen generalist species of bees exist, and the generalist strategy seems to be the derived condition [30, 31] . Generalist species may be successful because their pollen-collecting behavior resembles that of the specialist. Generalist species focus on a single host plant species before switching to new host flowers after a couple of foraging visits [32] . This phenomenon, called flower constancy, may allow bees to overcome neurological constraints [32] . Similarly, the specialized strategy could be more flexible than it may first appear: in several pollen specialized bee species, host switching has been observed in the absence of their usual flower host [33, 34] . Such bee species may have one essential host but be able to utilize other hosts.
Here, we address the cuckoo bees, a parasitic group of bees that do not collect pollen. Cuckoo bees neither build their own nest nor provision brood cells. Instead, these bees search for nests of other bee species and lay eggs in their cells. The host provisions of pollen are used as nutrition by the offspring of the cuckoo bee. Cuckoo behavior is relatively common in bees. Obligatory cuckoo species are found in four of the seven bee families [24] , and 27 independent origins of this behavior are now identified in bees [24, 35, 36] . Most cuckoo bee species are specialists, having one or a few closely related hosts. Nevertheless, generalist species with many hosts of different genera and families are also known [37, 38] . We investigated the evolution of host specificity in the genus Sphecodes Latreille in this study because the host species are relatively well studied and both specialist and generalist species occur within this genus [39] . Moreover, two generalist Sphecodes species (S. monilicornis and S. ephippius) are specialized at the individual level: individual females repeatedly visit the nests of the same host species, but different females visit different hosts [38] . Sphecodes belongs to the tribe Halictini, subtribe Sphecodina, a group consisting of 249 species worldwide. These species live in all ecosystems and are most likely all parasitic [24] . Microsphecodes Eickwort and Stage, Eupetersia Blüthgen and Ptilocleptis Michener are the other genera of this subtribe [24] . Michener [40, 24] suspects that Eupetersia and Ptilocleptis are basal taxa of Sphecodina and recognizes two subgenera in Sphecodes: Sphecodes sensu stricto and Austrosphecodes Michener. Nevertheless, no phylogenetic study has been conducted to date, making the evolutionary relationships within this subtribe unclear.
Using the cuckoo bees as a model, this paper seeks to enhance our understanding of the general principles of resource specialization. Therefore, our goals were (1) to develop a robust phylogeny of the subtribe Sphecodina and discuss the result, (2) to test whether cuckoo bees of the genus Sphecodes have evolved in concert with their host species and whether host switches are rare or common, (3) to test whether generalism is an ancestral strategy in cuckoo bees and whether reversals in host specialization have occurred, (4) to determine whether specialization at the individual level is just a unique and relatively unstable strategy in cuckoo bee evolutionary history and whether this generalist strategy can lead to species diversification through specialization on new hosts and (5) to develop a hypothesis of resource specialization based on our results.
Methods

Materials and data sets
The complete data set comprises 107 specimens of 48 species from the subtribe Sphecodina and 20 species from the subfamilies Rophitinae, Nomiinae, Nomioidinae and Halictinae (tribes Augochlorini, Caenohalictini and Halictini) used as outgroups. Most of the sequences are newly developed for this study. The sequences of the outgroup taxa and some Sphecodes were acquired from the NCBI database (Table 1) . A reduced data set including only one specimen per species and all outgroup species was used for our primary analysis and for the reconstruction of ancestral character states. The complete list of specimens, locality data and GenBank accession numbers are listed in Table 1 . Voucher specimens of taxa used for the first time were deposited in the J. Straka collection (Charles University in Prague). Most bee specimens were preserved in 96% EtOH; several pinned specimens were also used. The nomenclature follows Michener [24] and Bogusch and Straka [39] .
Preparation of DNA sequences
DNA was extracted from part of the abdomen or from the entire individual and then homogenized. DNA was isolated using the Dneasy Blood & Tissue Kit (Qiagen) according to the manufacturer's protocol. Partial sequences of the following five genes were amplified by PCR: cytochrome oxidase subunit I (COI), elongation factor-1 alpha F2 copy (EF1), wingless (WG), long-wavelength rhodopsin (LWR) and 28S ribosomal RNA (28S). A list of the primers and PCR conditions is given in Table 2 . The sequences were edited using the program 4Peaks 1.7.2 [41] , then aligned in Clustal W and realigned manually using BioEdit 7.0.9 [42] . All of the alignments are available from www. aculeataresearch.com and www.treebase.org.
Phylogenetic analysis
Two concatenated alignments were created using the web application FaBox 1.35 [43] . The main alignment (Align1) contains data from only the reduced dataset (one specimen per species) and sequences of all five genes for a total of 3,679 nucleotide sites (873 base pairs [bp] for COI, 1,152 bp for EF1 including a 394 bp long intron, 403 bp of WG, 632 bp of LWR including a 174 bp long intron and 619 bp of 28S). Align1 was used for the phylogenetic analysis, molecular dating and the reconstruction of ancestral character states. A supplementary alignment (Align2) contains data from the complete dataset but for only three genes (COI, EF1, WG), for a total of 2,428 nucleotide sites. Align2 was used for the supplementary phylogenetic analyses. Bayesian and maximum likelihood (ML) analyses were performed for each concatenated alignment. Initially, several alignment subsets were created for each gene according to codon position, introns, exons or stem and loops. The best DNA substitution model was chosen for each subset and for the concatenated alignments based on the AICc value (the AIC value [44] corrected for sample size) [45, 46] using the program jModelTest 2 [47] . If the best model was not implemented in the MrBayes program [48] , the best implemented model was chosen for Bayesian analysis. Subsequently, several Bayesian and ML analyses were performed with different partitioning schemata for each gene (no partitioning, intron/exon, intron/exon 1st +2nd/3rd exon, intron/exon 1st/2nd exon/3rd exon and stem/ loop).
The results of the Bayesian analyses of all partitioning strategies for each gene were compared using Bayes factors [49] . The marginal likelihoods were estimated as the harmonic mean of the likelihood scores using the sump command in MrBayes. The statistic 2 ln(BF) was then calculated as 2[ln(HM1) -ln(HM2)], where HM1 is the harmonic mean of the posterior sample of likelihoods from the one partitioning strategy and HM2 is the harmonic mean of the posterior sample of likelihoods from the other partitioning strategy. According to Brandley et al. [50] , values of 2 ln(BF) less than 2 indicate that the first partitioning strategy (HM1) is not significantly better than the second (HM2). Subsequently, the best partitioning strategy for each gene was determined. The results of the maximum likelihood analyses of all the partitioning strategies for each gene were compared using the AIC values [44] . The partitioning strategy with the lowest AIC was considered the best strategy.
Subsequently, three analyses of the concatenated alignments of different partitioning schemata were performed: (1) no partitioning, (2) the most partitioned schema (by the codon positions of each gene and stem and loop structures) and (3) the best partitioning schemata for each gene. The three partitioning strategies of the concatenated alignments were compared using the Bayes factor and the AIC value in the same way as the partitioning schemata of particular genes were compared. Finally, the best partitioning strategies for each method (Bayesian and ML) were determined.
All Bayesian analyses were conducted using MrBayes [48] implemented in BioPortal [51] . Each analysis consisted of running four simultaneous chains for 10 million generations and saving every thousandth tree. Two independent analyses starting from different random trees were performed for each partitioning strategy. The convergence of chains was inspected by checking the posterior distributions of log likelihoods using the program Tracer [52] . The first 25% of trees of each independent analysis were discarded as burn-in. A consensus tree was created from the best partitioned analyses according to the Bayes factor.
All of the ML analyses were calculated using the program Garli [53] implemented in BioPortal [51] . Four independent search replicates were performed for each analysis. One thousand bootstrap replicates were performed for calculating the branch support values of the best partitioned strategy (according to the AIC value) for Align1 and Align2. A bootstrap consensus tree was constructed with the program PAUP 4.0b10 [54] .
Definition of character states for character mapping and test of irreversible evolution
Two types of characters were mapped onto the phylogenetic tree of the genus Sphecodes: the ancestral host group and the ancestral host specificity (specialist or generalist). The list of 37 Sphecodes species with mapped characters is given in Table 3 .
Ancestral host group. The list of known host species of Sphecodes used in our analyses was adopted from data in Bogusch and Straka [39] , Michener [40] , Blüthgen [55] , Danforth [56] and Eickwort [57] . The hosts of Sphecodes species were divided into several groups according to their genera (Andrena, Colletes, Perdita, and Melliturga) and used to map the ancestral hosts. Exceptions to this practice were the most frequent hosts of the genera Lasioglossum and Halictus, which were each divided into two main lineages according to their phylogeny (Lasioglossum sensu stricto and other Lasioglossum lineages and Halictus subgenus Halictus and Halictus subgenus Seladonia lineages) [58] .
Ancestral host specificity. We classified all Sphecodes species as either specialists or generalists according to their known host range(s) [55, 56, 57, 39] . However, there are no agreed-upon definitions of specialists and generalists, and moreover, the two categories are continuous rather than discrete. Therefore, the fundamental question is the position of the dividing line between the specialists and the generalists. Several criteria can be used to estimate the degree of resource specialization. The most commonly used criterion is the number of resources utilized by a species. Other criteria that can be considered are the differences in the intensity of use of particular resources [59] , the degree of phylogenetic distinction between the utilized resources [60] , the ecological distinction between the utilized resources and the number of adaptations necessary for successful resource use. There are several indices available that measure the degree of host specificity in parasites [61] ; however, such indices require detailed knowledge concerning the individual species, which is not available for Sphecodes. Moreover, none of these indices account for ecological differences between the utilized resources. Therefore, we did not rely on any existing index; instead, we defined specialists and generalists as a function of the phylogenetic and ecological distinctions between the utilized resources. To validate our approach, we used the following three alternative definitions and thus three alternative distributions of specialists and generalists.
Distribution I -the most unrestrictive definition of specialists. 1) Specialists comprise species whose hosts represent a single genus or include one additional host of a different genus, but the second host is only sporadically used. 2) Generalists include species that do not meet either of the above criteria for specialists.
Distribution
Reconstruction of ancestral states
Each terminal in the Sphecodes phylogenetic tree was coded by character state, that is, either by host type (Lasioglossum s. s., other Lasioglossum, Halictus subgenus Seladonia, Halictus subgenus Halictus, Andrena, Colletes, Perdita and Melliturga) for analyses of the reconstruction of the ancestral host group or by behavioral category (specialist and generalist) for analyses of the reconstruction of ancestral host specificity. For the species with no known host, the terminal was coded as ''missing data''. Two methods for reconstructing the ancestral states were used: the Bayesian method using the program BayesTraits [62] and the maximum parsimony method using the program Mesquite [63] .
Bayesian method. A tree file was created from the Bayesian analysis of the phylogeny. Each 10,000th tree (each 10th saved tree) of each independent run was selected except for the first 25% of trees, which were discarded as burn-in. Therefore, the complete tree file consisted of 1,500 trees. Three alternative data files (according to the three alternative distributions of specialists and generalists) for the reconstruction of ancestral host specificity were created. Ancestral states for all the nodes were calculated for Distribution II. Only the ancestral states of Node 1 (i.e., the most recent common ancestor of the genus Sphecodes) were calculated for Distributions I and III.
An independent analysis for each host type was performed in the mapping of the ancestral hosts. Thus, a data file for each host was created with both the presence and the absence of the host in each Sphecodes species. We chose this method instead of using only one analysis with multiple character states to assign independent posterior probabilities for several different hosts at one ancestral node. This model reflects independent transitions between the host genera in cuckoo bee evolution, unlike the standard multiplecharacter analysis in which the posterior probability is distributed within all the states and provides an inconclusive result concerning the number of possible host genera at the ancestral nodes. Multiple-character analysis of all the genera together can well resolve which host genus was more probable at which ancestral node, but this is not the question here. The use of the generic level for hosts, however, underestimates the host switches but better reflects the current knowledge of the host associations included in the model. Studied host switches quite likely also exist on the subgeneric level, but these switches are missed in our study.
We initially performed the ML analyses for each set of characters (hosts, Distribution I, Distribution II and Distribution III). These analyses computed the optimal transition rates from one character state to another for each tree in the tree file. The settings of the Bayesian analyses were subsequently optimized to best reflect the distribution of the transition rates obtained from the ML analyses.
A reversible jump model with a hyperprior was used for all the analyses. The reversible jump model searches among the possible models of trait evolution (those with the same versus different transition rates between character states) and visits these models in proportion to their posterior probabilities [64] . Hyperprior means that the program estimates priors from the data using a uniform hyperprior to seed the priors [62] .
The priors were obtained from an exponential distribution in the interval 0-20 for the reconstruction of the ancestral host group, 50-200 for the reconstruction of the ancestral host specificity using Distributions II and III, or 0-70 for the reconstruction of ancestral host specificity using Distribution I.
The ratedev parameter, which specifies the magnitude of change proposed to rate the coefficients at each iteration of the chain, was optimized for the resulting acceptance rate of the newly proposed values of the rate parameters between 20-40%, as is recommended in the manual [62] .
The analysis was run for either 5 million (the reconstruction of ancestral hosts) or 50 million (the reconstruction of ancestral host specificity) generations. The estimated parameters were checked for convergence using Tracer 1.4 [52] . The first 2 million (the reconstruction of ancestral host) or 40 million (the reconstruction of ancestral host specificity) generations were discarded as burn-in.
The mean of the posterior probabilities of the character state was calculated for each node. Only hosts with a posterior probability greater than 0.7 were considered as possible hosts.
To test whether there is significant support for a character state with a higher posterior probability, an MCMC analysis with a fixed character state as a specialist and alternatively as a generalist was performed for 50 million generations for each node. The harmonic means resolved from these two analyses were compared using the Bayes factor (see above). Values above 2 are considered to indicate positive support, those above 6 are considered to indicate strong support, and those above 10 are considered extremely strong support [50] .
Maximum parsimony method. A consensus tree generated from the Bayesian phylogenetic analysis was used for the maximum parsimony ancestral mapping method. The ancestral host reconstruction and the three alternative analyses of ancestral host specificity reconstruction corresponding to the three alternative distributions of specialists and generalists were performed using the program Mesquite [63] .
Test of irreversible evolution
We tested whether evolution is directional, i.e., whether specialists can arise from generalists, but generalists cannot arise from specialists (or vice versa), or flexible, i.e., specialists can arise from generalists, and vice versa. Therefore, a model allowing transitions in both directions was compared to a model allowing transitions in only one direction. Likelihoods for each tree in the tree file (the same tree file as that used in the character mapping analyses) were calculated using the program BayesTraits for (i) a model allowing transitions in both directions, (ii) a model allowing transitions only from generalist to specialist and (iii) a model allowing transitions only from specialist to generalist. The mean of the likelihoods was calculated for each model, and the model means were compared using the likelihood ratio test. The two types of model differ by one free parameter, and the resulting value approximates a chi-square distribution with one degree of freedom [62] .
Results
Phylogeny of subtribe Sphecodina
Both phylogenetic analyses (Align1 and Align2) were performed without dataset partitioning. We applied the DNA substitution model, GTR + C + I, to the entire dataset. This partitioning strategy is suitable for the ML method (for Align1 All the phylogenetic analyses (the Bayesian and ML methods for Align1 and Align2) resulted in robust phylogenies, all of which were congruent at the majority of nodes (Figs. 1 and S1 , all trees are available from www.treebase.org). There is some difference between the tree topologies constructed from the five-and the three-gene analyses; however, branch support increases with the addition of sequential information at the majority of nodes. The main difference between the resulting trees concerns the ambiguity of branching of the basal lineages of the subtribe Sphecodina. Both of the analytical methods used for branch support (posterior probability in the Bayesian and bootstrap in the ML analysis) give good support at most nodes for Align1 (Figs. 1 and S1 ). The Bayesian tree with topologies based on the analysis of Align2 with posterior probabilities and the ML bootstrap support are available in the Supporting Information (Fig. S1) .
Two taxa used in our study from the Microsphecodes genus cluster within four specimens of Austrosphecodes, which renders Austrosphecodes a strongly supported paraphyletic group (Fig. 1) .
The consensus tree from the Bayesian analysis, along with the ML tree, suggests the monophyly of Sphecodes but with weak statistical support (Align1 posterior probability 0.94, bootstrap 58; Align2 posterior probability 0.83, bootstrap 51). It is unclear whether the genus Eupetersia forms a sister group of genus Sphecodes or belongs within it.
The position of the clade consisting of S. majalis, S. spinulosus and S. ranunculi (Proteraner group) is uncertain because its support within the genus Sphecodes was very weak (Align1 posterior probability 0.83, bootstrap 52; Align2 posterior probability 0.53) and even absent based on the ML analysis of Align2 in which this Proteraner group appears as a sister group to all the other Sphecodes species. Some other Sphecodes species were problematic in our analysis, e.g., S. pinguiculus, S. geoffrellus and the entire S. marginatus group (Figs. 1  and S1 ).
All of the specimens of the morphologically and behaviorally diversified species known to be individual specialists (S. ephippius and S. monilicornis) are well supported as members of a monophyletic group and do not vary more than specialized species in branch lengths (Fig. S1 ).
Ancestral host group
Both of the ancestral mapping methods (Bayesian and maximum parsimony) identified the ancestral Sphecodes s.l. as having three host lineages: Lasioglossum s. s., other Lasioglossum and either Andrena (according to the Bayesian method) or Halictus (according to the maximum parsimony method) (Fig. 2, Table S2 ). Both analyses showed that switches between hosts have commonly occurred (Fig. 2) . These switches have occurred 17 times at 13 ancestral nodes of Sphecode according to the Bayesian analysis and 16 times at 10 ancestral nodes according to the maximum parsimony analysis (Fig. 2) . Only three recognized switches were the same in both analyses: S. monilicornis (switching to Halictus subgenus Seladonia within its five host groups), S. confertus and S. pinguiculus. In ten cases, it is clear that the switches correspond to one another, although they occur at different locations in each analysis (the localization of the host group according to the Bayesian analysis precedes the dash): Node 5-S. albilabris (switches to Colletes and Melitturga), Node 6-S. cristatus (switch to Halictus subgenus Seladonia), Node 9-S. reticulatus (switch to Andrena), Node 10-S. gibbus (switch to Lasioglossum), Node 16-Node 17 (switch to Perdita), Node 34-S. ephippius and S. pellucidus (switch to Lasioglossum s. s.), and Node 35-S. ephippius (switch to Lasioglossum other, Halictus subgenera Halictus and Seladonia). In four cases, a switch is apparent from the Bayesian analysis but not the maximum parsimony analysis: Node 2 (switch to Halictus), Node 3 (switch to Andrena), S. albilabris (switch to Halictus) and Node 11 (switch to Lasioglossum s. s.). In one case, a switch apparent from the maximum parsimony analysis is absent from the results of the Bayesian analysis: Node 34 (switch to Andrena). A complete list of the posterior probabilities of the particular ancestral states is given in Table S2 .
Evolution of host specificity
We performed host specificity analyses using three alternative definitions of specialist and generalist, which have different character distributions in the phylogeny of Sphecodes. Based on our definitions of host specificity, we identified 2, 8 and 9 host generalists (using Distributions I, II and III, respectively) from 30 species with known host records and 6 distinct species with unknown host records. Other Sphecodes specimens belonging to taxa with unknown host records as well as unidentified specimens were not included in the analysis. According to the likelihood ratio test and using Distribution II or III, the bidirectional model for the evolution of host specificity (character states can change in either direction between specialist and generalist) has a significantly higher likelihood than any unidirectional model. The likelihood ratio test using Distribution I indicates that the bidirectional model is significantly better than the unidirectional model for change from generalist to specialist, but the unidirectional model for change from specialist to generalist is not significantly worse than the bidirectional model ( Table 4) .
The results of the host specificity mapping are largely ambiguous. According to the Bayesian ancestral state reconstructions, the specialist state is the more probable host specificity at the majority of nodes, including the most recent common ancestor of Sphecodes (Table S1 , Fig. S2 ). However, these results are mostly inconclusive. The Bayes factor positively supports particular ancestral states only in 4 cases (specialists at nodes 11, 15, 26, and 36) (Table S1, Fig. S2 ). The BF value is less than 2 (indicating no support) for the remaining nodes. These results indicate that generalists and specialists are approximately equally probable for the majority of nodes, and we cannot determine whether the ancestors of certain extant species were specialists or generalists.
According to the maximum parsimony analyses, the generalist state occurs only at Node 35 using Distribution III. Both states are recognized as possible at Nodes 7, 9, and 10 using Distribution II and at Nodes 3, 4, 5, 6, 7, 9, and 10 using Distribution III. For the remaining nodes, the specialist state is the more probable (Fig. S2) . According to the results of the maximum parsimony method, the most recent common ancestor of Sphecodes was a specialist, and generalist species must have arisen from specialist ancestors only recently. Table S2 . doi:10.1371/journal.pone.0064537.g002
Discussion
Phylogeny and systematics
Our results support the monophyly of the subtribe Sphecodina in accordance with previous assumptions [40, 24] but conflict with other suggested relationships within this subtribe (Fig. 1, see also  Fig. S1 ). Michener [40, 24] recognizes Austrosphecodes as a subgenus of Sphecodes and Microsphecodes as a separate genus from Sphecodes. However, our results do not support this classificatory hypothesis. Our analyses suggest that Austrosphecodes is not closely related to Sphecodes but is a basal lineage of Sphecodina, and Microsphecodes is an inner group of Austrosphecodes, thus rendering the latter paraphyletic (Fig. 1) . Ptiolocleptis (missing in our study) may also be a representative of this lineage [40] . Little is known about the diversity and species relationships within this Neotropical lineage, and thus, other taxonomic suggestions would not currently be useful (e.g., dividing all lineages into different genera or subgenera). The genera Eupetersia and Sphecodes are recognized as monophyletic by Michener [24] ; however, clade support for this supposition was relatively weak in our analysis, although we omit certain taxa that may affect inference of the basal relationships of this subtribe (Callosphecodes Friese and Nesosphecodes Engel) [65, 66] . Further studies are necessary to resolve the basal relationships within the subtribe Sphecodina and the systematics of Sphecodes at the subgeneric level. The groups established by Robertson [67] based on morphological descriptions, such as Proteraner (here, S. majalis, S. ranunculi and S. spinulosus) or Drepanium (here, S. confertus, S. longuloides, S. longulus and S. punctipes) seem plausible. Our phylogenetic analysis and the preexisting keys (based on morphology [39] ) sort species into the same groups across studies, which may enable researchers to understand characters in this problematic diversified group and permit the further distinction of Sphecodes species to the level of subgenera. Such taxonomic studies will enhance detailed alpha-taxonomic, morphological and behavioral studies in the future.
Evolution of host specificity
Sphecodes cuckoo bees appear to be largely specialists regarding host choices. Only two of the thirty analyzed species are obvious generalists, although an additional seven exhibit host variability [39] . We mapped host specialization strategies and reconstructed ancestral strategies in Sphecodes cuckoo bees using two different methods (Bayesian and maximum parsimony), but the results of the two methods are incongruent. The results of the Bayesian analysis are largely inconclusive; therefore, the likelihood ratio test of the host specialization evolutionary model seems to be the more relevant approach for answering the question about evolution of host specialization. The likelihood ratio test using Distribution II and III strongly supports the occurrence of clear transitions between generalists and specialists in both directions in the evolution of the genus Sphecodes. Unidirectional evolution from generalists to specialists or from specialists to generalists is significantly rejected. The results of the likelihood ratio test using Distribution I are not so convincing, but the transition from generalists to specialists is also significantly rejected (Table 4) . Although the generalist state is traditionally considered to be the ancestral state and to later lead to the derived condition (specialization) [7] , here we provide evidence of both types of evolutionary change. There are two possible reasons for the reversal to the ancestral state and back.
First, perhaps the generalist state is not the ancestral one. According to Emery [68] , social ant parasites arise from their hosts as a result of sympatric speciation and must therefore be specialists at the outset. Nevertheless, environmental changes apply selective pressures to all parasitic species, and sometimes, adaptation to this situation requires the adoption of new or additional host species to avoid extinction. If such host switches are successful, parasitic species may become generalists (at least for a short time). Several authors adopted this theory, recently interpreted as Emery's rule, e.g., Carpenter et al. [69] , who applied the theory to explain the specialization of cuckoo wasps to their closely related hosts. Emery's rule has been used for social parasites, but we do not know if it applies to nest cleptoparasites. Second, Sphecodes cuckoo bees may not have reverted to the generalist strategy as understood for nonspecialized ancestors, but may have adopted a new generalist strategy of specialization at the individual level. This strategy occurs in two European Sphecodes species (S. monilicornis and S. ephippius), which have the broadest host range [38] . Specialization at the individual level allows species to take advantage of a large number of hosts as well as potentially adapt to a particular host or at least overcome certain constraints. Such specialization might be coded as a third type of host strategy, along with specialist and generalist.
Third, generalist species can consist of distinct genetically separated lineages, each specialized to a different host. However, no clustering within lineages is evident for S. ephippius or S. monilicornis in our phylogenetic trees based on all of the samples (Fig. S1) , albeit that the genes chosen for our study could be inappropriate for resolution of relationships among such close lineages.
Our results based on the mapping of host specificity and the likelihood ratio test are likely biased by the problematic determination of the basic distinction between the specialist and generalist strategies. There is also the limitation that the mapping of ancestral host specificity cannot detect a host switch that occurs without a change in host specificity strategy. For these reasons, the character state reconstruction of the ancestral host group of Sphecodes cuckoo bees offers a better approach and, unlike the mapping of host specificity, provided comparable results using both applied methods (the Bayesian and maximum parsimony analyses). Practically, this reconstruction provides a different approach to the same problem discussed above and can also determine the number of possible host switches and the host lineages that become new hosts. Despite obvious limits on lineage resolution, we can identify the most prominent host changes. There are between 11 and 13 clades with 16 to 17 detected host changes (depending on analysis method) in the evolutionary history of the analyzed Sphecodes species (Fig. 2) . Although we missed all the host switches below the resolution of our host definitions, our results suggest that cuckoo bees are relatively flexible in their host choice. Thus, there is a high probability that our finding of multiple switches between the generalist and specialist strategies in cuckoo bee ancestors is valid.
We obtain a similar result from the analysis of the most recent common ancestor of all the Sphecodes species. It is difficult to infer whether this ancestor was a specialist or a generalist, but it seems to have been a parasite of two or possibly three different lineages (Figs. 2 and S2 ). However, a pitfall of the ancestral host group reconstruction method arises because some identified hosts might not have yet existed when the ancestral Sphecodes species lived and diverged. According to Gibbs et al. [58, 70] , the most recent common ancestor of Sphecodes lived before approximately 25 MYA, and the divergence of host Lasioglossum lineages (Lasioglossum s. s. and other subgenera of this genus) occurred before approximately 30 MYA. These results suggest that the Lasioglossum lineages had already diverged when the MRCA of Sphecodes arose. However, the credible dating intervals are quite large and overlap each other (18-4 MYA for the MRCA of Sphecodes and 25-7 MYA for divergence of the Lasioglossum lineages). Therefore, cospeciation of the Sphecodes ancestor with the Lasioglossum ancestor is also a possible scenario.
Although Lasioglossum is strongly supported as an ancestral host lineage, hosts from Andrena or the Halictus lineage are also likely for the most recent common ancestor of Sphecodes. These host groups were already established when the ancestral Sphecodes species lived and diverged [71] .
Host switches and constraints for the generalist strategy
According to our results, specialization is not an evolutionary dead end in cuckoo bees of the genus Sphecodes, even though the majority of extant species are specialists (Figs. 2 and S2) . Our results clearly suggest that the specialists do not depend entirely on their hosts but likely have a range of potential host species (or lineages) that might not be optimal but are sufficient for survival. According to Agosta and Klemens [22] , such a potential host pool may provide a sloppy fitness space (i.e., a potential fitness space outside the range of conditions in which the species evolved). Such a fitness space may enable a switch to another host species. Nevertheless, we could obtain the same result if a large number of extinct species existed and they were all strictly dependent on their hosts (i.e., unable to switch to alternate hosts). Knowledge of the extinction rate of these cuckoo bees would be informative here; however, no fossil cuckoo bees are known (M. S. Engel, personal comm.). We prefer the former hypothesis because the behavior of some recent Sphecodes species suggests the successful utilization of different hosts following exposure to ecological pressure. For example, S. albilabris uses the early spring bee, Colletes cunicularius, as the primary and most likely essential host [55, 72] , but this parasite lives longer than its spring host and utilizes various species similar in size to C. cunicularius during the summer [39] . These hosts (e.g., Meliturga clavicornis [73] and Halictus quadricinctus [39] ) are phylogenetically unrelated to the main host species and to each other. As our results show, cuckoo bees are most likely not obligately fixed to their hosts; therefore, host switches are more likely than cospeciation events. Nevertheless, there must be certain constraints that inhibit the arbitrary switching of hosts. If so, the most advantageous strategy would be generalism. Three constraints that may act synergistically are the most probable:
(1) Pollen specialization of host species. Pollen-collecting bee species are physiologically constrained in their choice of flowers due to pollen toxicity [25, 26] , and it is likely that the host choices of cuckoo bees are physiologically constrained as well. Appropriate hosts are only those that provide pollen appropriate for the growth of the immature cuckoo stages. (2) Neurological constraints. Bees have limited memory and learning capacities [28, 4] . The limitations of parasitic bees may be similar to the constraints involved in flower constancy [32] . There are likely several different factors involved in finding and using an appropriate host, requiring various olfactory, visual and strategic abilities. The brains of bees can concentrate only on a single target at a time and can be effective only in such cases. (3) Size ratio of a cuckoo bee to its host. A host smaller than the size of a cuckoo bee would likely be unsuitable. First, the amount of pollen provided may be insufficient for the development of a larva of a large cuckoo bee. This constraint may not be overwhelming because there is considerable variability in the size of generalists (S. monilicornis as well as S. ephippius) (Bogusch and Straka, personal observation). A more important consideration may be the nest entrance size because adult females must be able to enter the host nests. Adult female S. crassus that had most likely grown up in cells designated for queens of the social species, Lasioglossum pauxillum, were unable to penetrate the nests of the same host species after reduction of the entrance size to fit smaller workers of L. pauxillum (J. Straka, personal observation).
Cuckoo bees face one or more of these constraints when switching to ecologically dissimilar hosts. However, these constraining factors need not be limiting if the switch occurs within ecologically similar hosts. Therefore, there is a large difference between a ''true generalist'' with many ecologically dissimilar and unrelated hosts and a ''faux generalist'', which is specialized on only a phylogenetically diversified lineage of hosts [74] . Moreover, there could also be ''faux specialists'', which are able to utilize more ecologically dissimilar hosts but remain restricted only to a few ecologically similar resources while the others are hidden (for example due to competition or nonoverlapping distributional ranges) [74] . Therefore, the host specificity of a particular species should be determined by its ability to overcome the abovementioned constraints. Other methods do not permit the detection of false specialists and generalists.
True generalist species often use dissimilar hosts from various families [38] . How do they overcome these constraints? One possibility is specialization at the individual level, which reduces intraspecific competition and enhances host utilization by individuals. Such generalist species can accept almost any host, even when they are eusocial. Both S. ephippius and S. monilicornis invade the nests of both solitary and eusocial bee species [39] .
We can also mention that there are many pollen-collecting bee species that are not attacked by Sphecodes, some that are even closely related to the host species. Such species might be inappropriate for the parasite for several reasons different from the already mentioned constraints. These species might be shifted in time, biotope or biogeography and do not meet the parasite; they might have an effective protective behavior against the parasite evolved during past contact with Sphecodes; or they might display protective behavior against another extant cuckoo parasite from a different lineage, which protects them from effective utilization by Sphecodes. The latter behavior can involve nest construction habits, such as closure of the nest entrance or the digging of a fake nest entrance [75] .
Summary of observed behavioral patterns and individual choice constancy
We can find several different life strategies in Sphecodes cuckoo bees. Specialization at the individual level such as that currently known in two unrelated generalist species (S. monilicornis and S. ephippius) seems to occur only rarely. Other species are usually connected to a single host species (or genus) at one locality and time. Nevertheless, at different localities or times, one can find the same specialized species or even the same individuals parasitizing different hosts unrelated to the previously known hosts. Alternative hosts are well described in Sphecodes albilabris [39, 73] , and such parasitizing flexibility may also be true for S. cristatus, S. olivieri, S. reticulatus, S. geoffrellus, S. crassus, S. pellucidus, and certain other species that are expected to be specialists but also have different unexpected hosts proposed for them [39] . So-called generalists that are actually specialists at the individual level solved the problem of how to exploit a potentially rich host pool, but other species, even the specialized ones may be able to switch hosts under certain circumstances. Given our results, we can suggest that a flexible host utilization approach should be widespread or even general for cuckoo bees, and thus, the host utilization strategy should be interpreted more broadly than simple generalist and specialist. We have shown that this differentiation into specialists and generalists hardly works at all. Therefore, we looked for analogous patterns of flexible host utilization and for frequent host switches in the evolution of bees, and we found similarities between the choice of host in cuckoo bees and the choice of flower in pollen-collecting bees (flower constancy) [32, 38] . We can imagine host choice as a specialization at the individual level in all species, with individual variability in the decision strategy to switch hosts. Of course, individuals of some species are more constant in their host choice and change the host less frequently (specialists) than others (generalists). However, the degree of flexibility in the host choice of species (as well as individuals) falls more on a continuum than in discrete categories (specialist and generalist). Moreover, various ecological pressures could limit the availability of the preferred host at a given time and therefore the willingness of a single individual (as well as the whole population sharing the same constraints) to switch hosts can vary with time. For example, when an individual of a specialized species has many available oocytes remaining in its ovaries and is unsuccessful in finding an appropriate host, the decision to switch hosts may be made more readily and thus quite frequently. This decision pattern derives from the flower constancy example and can also likely be applied to other choices by bees. The pattern may well represent a common behavioral strategy for decision making to overcome various constraints in bees and other Hymenoptera; we refer to the pattern as ''individual choice constancy''. This hypothesis must be tested in the future, but observations from Sphecodes bees are consistent with this view, including the results of laboratory studies, particularly those performed with S. pellucidus [76] . This is the only well-documented case of host switching (from Andrena host to Lasioglossum) in a potentially specialist species [39] . Conducting similar, more detailed experiments with choice pressures in a highly specialized species would be informative. There are also interesting field observations concerning the existence of host ''races'' in cuckoo bees that differ in size, e.g., in the genus Coelioxys [77] . These observations also suggest that individual specialization is modulated by the constraints proposed in this paper. Experiments varying the size of the cuckoo bee, the pollen source and the configuration of host nests and their entrances would be useful for understanding the existence and evolutionary importance of individual choice constancy in cuckoo bees. Table S1 Complete results of character state reconstruction of host specifity. DI: Distribution of specialist and generalist I, DIII: Distribution of specialist and generalist III, P(G): posterior probability for generalism as ancestral state, P(S): posterior probability for specialism as ancestral state, BF: Bayes Factor (support of more probable state). Values of BF lower than 2 are replaced by asterisk (*). (DOC) Table S2 Complete results of character state reconstruction of ancestral hosts. P (LS): posterior probability for Lasioglossum s. s. as ancestral host, P (LO): posterior probability for Lasioglossum other as ancestral host, P (H): posterior probability for Halictus subgenus Halictus as ancestral host, P (S): posterior probability for Halictus subgenus Seladonia as ancestral host, P (A) posterior probability for Andrena as ancestral host, P (C): posterior probability for Colletes as ancestral host, P (P): posterior probability for Perdita as ancestral host, P (M): posterior probability for Melitturga as ancestral host. The values higher than 0.7 are in bold.
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